We have recently identified lymphatic endothelial cells (LECs) to form two morphologically different populations, exhibiting significantly different surface protein expression levels of podoplanin, a major surface marker for this cell type. In vitro shockwave treatment (IVSWT) of LECs resulted in enrichment of the podoplanin high cell population and was accompanied by markedly increased cell proliferation, as well as 2D and 3D migration. Gene expression profiles of these distinct populations were established using Affymetrix microarray analyses. Here we provide additional details about our dataset (NCBI GEO accession number GSE62510) and describe how we analyzed the data to identify differently expressed genes in these two LEC populations.
cells were enzymatically detached, centrifuged at 100 ×g for 5 min and resuspended in cold EGM-2 to a concentration of 10 × 10 6 cells/ 700 ml. The mixed population was sorted with a MoFlo Astrios cell sorter (BD, Franklin Lakes, USA) according to the forward scatter (FSC) values. The cell suspensions were then centrifuged again at 100 ×g for 5 min and the medium supernatant was removed. The cells were resuspended in Trizol (Life Technologies, Carlsbad, USA) and chloroform (Carl Roth, Karlsruhe, Germany) was added. The suspension was mixed gently, left resting for 5 min at RT and afterwards centrifuged at 12,000 ×g for 15 min at 4C. The RNA was precipitated by isopropanol for 10 min at RT. After centrifugation at 12,000 ×g for 15 min at 4C, the RNA pellet was washed with 70% ethanol, dried at RT and resuspended in sterile water. Total RNA quality was estimated from 28S and 18S ribosomal RNA peaks on a Bioanalyzer 2100 instrument using the RNA 6000 Nano Kit (Agilent Technologies, Santa Clara, CA).
Standard transcriptome analysis
Isolated RNA from 3 technical replicates was used to produce biotinylated cRNA using the GeneChip HT 3' IVT Express Kit. Purified and Enhanced transcriptome analysis to exclude false positive transcripts
As described [2] , additional steps were taken to enrich for high quality data for the final selection of a set of differentially expressed genes. Using Carmaweb, a moderated t-test (limma) was performed on the 
RMA normalized datasets, restricted to the 40% of the probesets with the biggest variance over all samples. To exclude potential normalization specific artifacts, a distinct normalization method, MAS5, values scaled to 200, was applied to the .CEL files, and differentially expressed genes were again determined by the moderated t-test (limma) on the normalized datasets, restricted to the 40% of the probesets with the biggest variance over all samples, again in Carmaweb. Depending on these two normalization methods, two distinct datasets for the 100 best candidates (100 lowest p-values) were generated (Table 1) . These were combined and further analyzed in Microsoft Excel. When screened for maximal differential gene expression in the podoplanin high and podoplanin low populations, the two normalization methods (RMA and MAS5) resulted in different top candidate lists. Only 12 transcripts of the 100 transcripts per list were commonly found in both lists. They are indicated in Table 1 by bold characters. Of the best 20 (lowest p-values) RMA-normalized genes, only 5 (25%) were also found in the 100 most regulated MAS5 normalized genes, while only 1 (5%) gene of the best 20 MAS5 normalized genes was found amongst the 100 most regulated RMA normalized genes. These differences raised concerns about selecting high numbers of false positive candidates by either normalization method. To rule out this potential high number of false positive differentially regulated genes, an average of meanM (log2 transformed fold difference) and the respective statistic analyses (raw p-values, Bonferroni adjusted p-value -strong control of the family wise error rate), BH (Benjamini and Hochberg -strong control of the false discovery rate) was calculated from the combined lists. Table 2 depicts a ranking of the combined dataset by their meanM, averaged from both datasets. To select the most differentially regulated genes, the criteria for the means from both datasets were a raw p-value of b 0.05, a BH value of b0.5, and a Bonferroni of b 1 and only genes more than 2-fold regulated were selected (average meanM N 1 AND b −1) . From the remaining 40 genes, 10 found to be inversely regulated when comparing the different normalization methods were excluded as false positives, and additionally 5 internal Affymetrix probe-sets were excluded from the final list. This list, as published in [2] contains 25 more than two-fold differentially regulated transcripts. This study was funded by the EU Biodesign Program (262948) and a Femtech student fellowship from the Austrian research promotion agency FFG. 
